INTRODUCTION.
Acute colitis occurring in inflammatory bowel diseases (IBD) is characterized by massive migration of polymorphonuclear leukocytes (PMNL) across intestinal epithelium (1) . This marked neutrophilic infiltrate was associated with enhanced mucosal interleukin-8 (IL-8) level (2) . In such diseases, persistent acute inflammation delayed PMNL apoptosis, but the exact mechanisms underlying this phenomenon are still poorly defined (3) . The aim of this study was i) to elucidate whether the transepithelial migration induced by IL-8 could influence the PMNL apoptotic process, and ii) to characterize the anti-apoptotic factor(s) involved in this event.
METHODS.
Human epithelial intestinal "cryptic-like" cells (T84) were grown as inverted monolayers on 0.33 cm 2 ring supported transwell membrane and PMNL transmigration induced by IL-8 (100 nM) was examined. To reproduce massive PMNL transmigration, 5.10 6 PMNL were added in the upper chamber and kinetics of PMN transmigration were carried out. Apoptotic status of transmigrated or non-transmigrated PMNL was analysed using flow cytometry for propidium iodide and TUNEL DNA staining, Annexin-V and DiOC 6 staining. Cell surface Fas and Fas-ligand expression was analysed by flow cytometry. Procaspases-8, -3, -6, and -7 expression was analysed by Western-blotting whereas " caspase-3 like " activity was assessed by caspase-3 assay.
RESULTS. TUNEL assay, Annexin-V and DiOC 6 staining revealed that PMNL apoptotic process was delayed in transmigrated compared to PMN exposed to IL-8, particularly between 6 h and 14 h of transmigration. Among potential anti-apoptotic factor(s), T84 cells by themselves or by the releasing a soluble anti-apoptotic factor are involved in this process.
Furthermore, although procaspases-3, -6, and -7 expression was decreased in transmigrated PMNL, caspase-3 activity remained weak in similar conditions. Transmigration was associated with a decrease in Fas-ligand cell surface expression on PMNL, although Fas remain functional in the same conditions. Moreover, inhibiting Fas-ligand cleavage by PMNL treatment with a matrix metalloproteinase inhibitor (BB94) induces an increased apoptotic rate in transmigrated PMN.
DISCUSSION.
Taken together, theses data suggest that transepithelial migration process induced by interleukin-8 increases the life span of PMNL in the digestive lumen during intestinal inflammatory diseases. This process may increase host defence against bacteria located into the site of inflammation (4). Among anti-apoptotic(s) factor(s) potentially involved in this delay, our study demonstrates that interaction with T84 cells contributes to decrease PMNL apoptotic rate. We show evidences that Fas-ligand cleavage likely attenuates the homotypic Fas/Fas-ligand interaction in digestive lumen. Furthermore, decrease expression of procaspases-3, -6, -7 that occurs during the transmigration process might also participate in the delay of PMNL apoptosis program.
